diameter Zorbax 300SB-C18 5 µm particles) and driven by Agilent Technologies 1200 series nano/capillary LC systems. The system was controlled by MassHunter Workstation Data Acquisition (ver B.02.00. Build 1128.5, Patches 1, 2, 3, Agilent Technologies). Peptides were loaded onto the enrichment column at 7 µl/min for 3 minutes in 1% (v/v) acetonitrile (ACN) and 0.1% (v/v) formic acid with the trapping column set to enrichment using the capillary pump. At 3.1 minutes an inbuilt switching valve was set to separation, and peptides were eluted directly into the Q-TOF during a 60 minutes gradient (1-60% ACN) at 0.4 µl/min using the nano pump. ACN was then increased to 99% at 65 minutes and maintained at this concentration till 75 minutes. At 75.1 minutes gradients were set to initial conditions and re-equilibrated for 20 minutes. The Q-TOF was run in positive ion mode using source settings as suggested by Agilent and with MS scans from 360-2000 m/z at 2 scans/s and with MS/MS scans set from 60-2400 m/z at 1 scan/s. Top 3 precursor ions were selected for auto MS/MS at an absolute threshold of 500 counts and a relative threshold of 0.01%, with maximum of three precursors per cycle, and active exclusion set at 2 spectra and released after 1 minute. Precursor ion charge-state selection and preference were set to 2, 3 and >3 precursors respectively and selection was by charge then abundance. Q-TOF collision energy settings were adjusted for a slope of 3.6 volts Technologies) and MS/MS compounds exported as Mascot generic files which were then searched using the Global Proteomics Machine search engine using both XTandem! and XHunter! algorithms.
The search results are stored on the GPM database (www.thegpm.org, index search numbers GPM32100033377 and GPM20100004555 respectively).
MS quantitative proteomics (SILAC).
MS quantitative proteomics analysis was performed in collaboration with Dundee Cell Products, Dundee, UK.
Gel electrophoresis and in-gel digestion. Dm-ChP samples were reduced in 10 mM DTT and alkylated in 50 mM iodoacetamide prior to be boiled in loading buffer, and then separated by onedimensional SDS-PAGE (4-12% Bis-Tris Novex mini-gel, Invitrogen (Carlsbad, USA) and [3] Quantification and Bioinformatics Analysis. Quantification was performed using the program MaxQuant version 1.0.13.13 [4] [5] . The derived peak list generated by Quant.exe (the first part of MaxQuant) was searched using Mascot (Matrix Sciences, London, UK) as the database search engine for peptide identifications against the International Protein Index (IPI) human protein database version [4] 3.37 containing 69,290 proteins, to which 175 commonly observed contaminants and all the reversed sequences had been added. The initial mass tolerance was set to 7 ppm and MS/MS mass tolerance was 0.5 Da. Enzyme was set to trypsin/p with 3 missed cleavages. Carbamidomethylation of cysteine was searched as a fixed modification, whereas N-acetyl protein and oxidation of methionine were searched as variable modifications. Identification was set to a false discovery rate of 1%. To achieve reliable identifications, all proteins were accepted based on the criteria that the number of forward hits in the database was at least 100-fold higher than the number of reverse database hits, thus resulting in a false discovery rate (FDR) of 1%. A minimum of 2 peptides were quantified for each protein.
Protein isoforms and proteins that are not able to be distinguished based on the peptides identified are grouped and displayed on a single line with multiple IPI numbers (see supplementary tables).
